Results are shown for a Western blot of plasma membrane proteins (10 μg of protein) from hRFC-null K500E cells stably transfected with wt hRFC, S313A hRFC and S313T hRFC. hRFC proteins were detected with an HA-specific mouse antibody and secondary IRDye TM 800-conjugated antibody. Detection and densitometry of the blots was performed with the Odyssey ® Imaging System. The relative hRFC expression level as determined by densitometry is shown below each lane. Plasma membrane preparations of transfectant of Cys 175 /Cys 311 hRFC half-molecules were pretreated with or without 1 mM aminopterin, leucovorin or raltitrexed at 25 • C for 1 h, followed by chemical cross-linking with BMH at 25 • C for 30 min. The immunoblots were probed with anti-Myc antibody and IRDye800-conjugated secondary antibody. Detection and densitometry were performed as described in the Materials and methods section of the main text. C 6 and cross-linked products (C 6 -C 6 and N 6 -C 6 ) are noted with arrows. In the lower panel, the blot was stripped and reprobed with an antibody against Na + /K + -ATPase as a loading control (mouse antibody from Novus Biologicals). Mean values of N 6 -C 6 (normalized to loading control) from four independent experiments are shown below each lane of the image. Relative S.E.M. values were 0.24, 0.18 and 0.30 respectively for the leucovorin, aminopterin and raltitrexed treatments and P values compared with the no treatment were all less than 0.02, as measured using a paired t test. The molecular mass in kDa is indicated on the right-hand side.
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